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Abstract 



PROBLEM TO BE SOLVED: To provide a method for accurately screening a drug having neurocyte death 
contrastimulus using amyloid &beta protein having high toxity equal to the toxity of self-association type 
amyloid &beta protein present in the living body of a patient suffering from Alzheimer's disease or the like. 
SOLUTION: The method for screening the drug includes a process (1) for culturing nerve cells or a nerve 
organ in the presence of self-association type amyloid &beta protein having high toxity, which is obtained by 
convicting an aqueous solution containing amyloid &beta protein, and a substance to be examined and a 
process (2) forjudging that the substance to be examined has inhibiting action with respect to neuocyte 
death when the death of the neurocytes or neural organ is inhibited. 
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ffiu&z&k. mrnrrn. fc^u^'x^x-- tiv 
200m i zmx^ri-vimkZittz. £ftma& 

r^zyj/W-X-FMl. jfty'xfyH-f/ytftS 
Lfctk 3 5%c0T-feh-hU^$-#tf0. 1%HJ7 
;M"Oit# (#72 0 0ml ) T-ttJiiJaaLTH-Asp 
-Al a-Gl u-Phe— Arg-Hi s — A s p - 
Se r-G 1 y-Ty r-G 1 u-Va 1 -H i s-H 
is-Gl n-Lys-Leu-Val-Phe-Ph 
e-Al a-Gl u-Asp-Va 1-G1 y-Ser 
-Asn-Lys-Gly-Ala-I le-I 1 e- 
Gl y-Leu-Met-Va 1 -G 1 y-GI y-V 
a 1 - Va 1 -0HT'fl$ft&ffl'<.7 , f-Kl 9 lmgSr 

[0039] OJ^Tf-FOflW 
ZCOm^Ti-V^3 5%<7)7^h-h0^i^tsO. 1 
%hVy/V^mm (40m 1 ) K&BltODS 
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(I**g2cm, ft§25cm) Zm^KHPLCiZk*) 

±.&mt&Zbtzi*)t5Z%^t:. mW)>m.li35 
mgT*ot #!&jffZ>«j§{iMALD I -TOFflft 
#fficJ:»)«BS*ifc. Sfigffi [M+H] +4 3 3 0. 
99, IHHI (C 194 H 295 N 53 0 58 S 1 +H) 433 
0. 89. 

[0040] (4) ae££S75o>f KlSaftft* 
mollis! 

±E (3) t1SS!Srff-5Jtr5o>f H/8«ajf0. 4ju 
mo 1 Sri. 5m 1 ^MOX-y^y H;W7f-A-7'fcA 
*U i*l(C5 3 2/i l««8lt*k5 3 2/i 1 WPBS 

(SI GMAftS) fcjffflh*.. 75u4 h'/SSa»£ 
S5^KJ8»S*fc. £<075o4>*£Bfi***»*>A 
ofcX-y^hV^f-A-TW^O-*- (TA I 
TECttgS, o-*-: RT5 0) WROWt. 3 7'C 
fciJ^T 3 5 r p mO^t'7 HBEWES-li*. 

[0 0 4 1] 0J2 : iSA^rSD-f K/8«B#MT 

( i ) tjfw annom 

y^Lfc 2 4 *7*lV7yX* -y 9WSM&eT\'- V 
WILfc. n-r^y^iO. 5mstf»xJUV&y/ 
lml 0. 15M*^A' 7 7r-{pH8. 3 ) tf> 
Jx/HJ ^'y?§?R{^*7V- h 5r 1 KWKUrtt* 

wmtttmri'-hivxiwimmizjitLx. 3x1 

0 5 ce 1 1 s/cmt<&m.b*j:h3Lo\Z^ 5%*W?Jt 

*})X.y9fWM) ImMPy ruvat e/50/xS 
/ml Ge n t am i c i n (54" 7f /7^l>xy 
*>14t§!) /DMEM high glucosetgit 

(54 7f>v?*oxyf)um) xmmitz. 

37'C, 1 0%CO 2 *-C4BSff^!t. 
[004 2] (2) i5££I!7$o4 PlS&ffOtt 
JD 

±t e ( 1 ) -c^^ix^fttg^iejfifcov^. tests* 

B2 7 (^^ry^Uxy^ttiS) . Neu ro 
basal (5^7T-y^*'Jxv^;PttS) , 0. 5 
mM L-Glutamine, 5 0^g/ml Ge 
ntami c i n ( ?4 7f-y ^'Jxy^l/ftS!) te 
flfcO . 5 m 1 / 1 *x/Uc£»Lfc. 3 7 

'C. 1 0%CO 2 *-C'3e^§^I^S«Sr^^. <IO 

/8ssite*»*»»75n>f H/ssasaue^i . 

2. 5. 10mM/1>7x;K ifcayhn-zPfcl/C 



P B S/H 2 O 5:^4 2 *) ±)Vr>*:ti%tmW\mz 

mmitz. mm. 37°c. io%co 2 *t*i6b#^ 
mzftitz. 

[0 04 3] (3) MTT/SttfflS 

±ie (2) ■egE*as75o>r H/3sa»#*fs^ 

jDLTV>^^2'>i;^3*>^lOtTr itonX- 
lOOfcfcKWfcPO. lKi:fr*J:dfc«JllU 3 7 
•C. 1 0%CO 2 *T'l 0#WW*l,fc. ,r<7)J:-?fcL 

t#i47so^ H/9«aK*fira*as*ufc4'>*;K 

rjyho-zl^l^x/k StfTr i tonX-1 00 
fcS^LT*x/i4*oiMMMte^3-&fc l >>x;K?) 
tf-6^x;HlOV^iSJfiS-^*L, 2 5 0ms MTT 
(S/^thS?) /PBS50ju 1 £&AU:. .rixfe* 
37*C, 1 0%CO 2 +-C'3^tS^L^ 20% 
SDS (7#^r.X?tta3) . 50% DMF ( d i 
me t y 1 f o r mam i d e ) pH 3 . 5/H 2 02r 
50/x Ztl*Zt>l,Z3 7°C. 10%CO 2 
«t»"C2«fflMWU fflJ8iBS£fciItJB3-£*:. ZCO&V 
x^4>«MMKo^t 5 7 0 nmc7)©^^S!l5E 
Lfc. Z0>5 7 0 nmcrx&X&lZ-O^X . Triton 
X - 1 0 0 ZtiUlXmmtKXJffiZitt:*>xfrlZi5 

ifm^^-y^yy^y^bLxm^^Mzamm 

[0044] «3 : 750^ F/9«a«*ar»SEBE* 

aBi-nwtfc75D-f K/8«a***»*>»tt<&ttse 

akoSWtffofc. £££01 (ADA) iZTfiltz. m 

2xnhiitz%8kt<n)mfrt>. 7§o>f KiSiiaw* 

TOWKt, EMKS«*TiB*^75n>f K/3§a» 
*iWLfc*£l;:tf>*, ttttgmi2N0BK*B!*?* 
ffittt«tft»tt75o-f Y&g.B'RZWmX'thZk 
tfWt>frlz%'ot:. 

[0045] M4 : aEA&S75n-ri<0#fr«fcJ: 

s#gai)S5Eo p p 2 iz x mum. 

< 1 ) ttftttftMfioMH 

77M8 BlfeJfc ( 2Jg#) <0HfWH«lisfflPJ: ^^Sj^* 

yyitz2 4v±)vr7x+-v?Mmmr\/-y*x' 

tmitz. a-fiyfteo. 5mg^'Jl/WJy'y/ 
lml 0. 15M* 1 78A' 7 7r-(pH8. 3 ) tf> 

flBttttSru- h 1 «7x;K0i;ffl«JCWLt .3X1 
0 5 ce 1 1 s/cm«0»Ki:**J:dfc. 5%^ll 

m (A^?n-yttsi) /5%mm ?t->? 

HV3-y9)V%M.) ImMPy r uvate/50jug 
/ml Ge n t am i c i n ( y4 7f7 XV 
^;Uai?)/DMEM high g 1 u c o s ei&il!! 
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3 7r, 10%C0 2 4>T-4Braffo*:. 

[004 6] (2) I54f^T5n-f FiSae«t«J8 

in 

-tie ( i > x-mctifztowmmmiz^x. mm 

B27 (7>f7f -/^'Jxy^ttS) . Neuro 
basal (54 7T»/^*'Jxy^SJ!) , 0. 5 
mM L-G 1 u t am i n e „ 50/ig/ml Ge 
ntami c i n (54 7T'/?*yxy?;l4tSg) *g 
JfiO . 5 m 1 / 1 >7 xMraat L/c. 8tt£tt& 3 7 
•C, 1 O^CO^T'SBH^fcteSiSrfi^fc,, <IO 
E*«0^3>7x/MdttLTPP2 < 4-757 - 
5- (4-?UD7i-;H -7 - (t -7^-/1,) 
Vo [3, 4-d] */l/K>f^/,ttR: 
Cat. No. 5 29573) 5 0 n M fc & 

SiaJC^OllUc. i^Sr3 7'C. 10%CO 2 *T< 1 

5, 2» 5/xM/i»>x;Wi:**J:'5fcl'>x;kf-5. 
Sfcayho-zi't Lt2 , >x;W=PBS/H 1 0*<i 

gfl£. -en-efLifiMh^fc^Dt^. aw*, 37 

XJ, 1 0%CO 2 +Tl 6B#rattS5rff^^. P 

p 2^#i?o{cp b s^aaBLjfeja^MijjEkHWtn 
5. 2, sjuM/^x/pfc&si^fci^x/^foaaiii 

fc^x/l^fflSLfc. 
[004 7] ( 3 ) MTTvSttSSJg 

±15 ( 2 ) t-ee^STio^ K/3ge»^*?gS:as 

JnLTV^V^^x/KOd^lOtwTr i tonX- 



1 0 0£g&i8£#0. l%fcfc*J:pfc*aDU 37 
'C, 10%CO 2 4"-C10^g«L^. dcOJdKL 
TUttTSn-r H/SSaK^fllSWnL^S^x/K 
#ttTSo>f H/3ge ; RSrSinL>t* J PP2 5ras5ilL-C 
V-i^r^S^x/k PP2<7)^01'7x;k 3Vhn-/W 
cOWx/k StfTr i tonX-1 00Sr»LT'7 
xil-ftcommmi&ZKMZtt l ^xA^f^iM: 
ol,vCtStfi£Bfc*U 2 5 0jug MTT(^Vtt 
&) /PBS5 0w 1 fc&AU:. £*U>*3 7XX 1 
0%CO 2 +t'3l^iatg«Uv:^ 2 0% SDS (7" 
^7>frX^ag) . 50% DMF (d i me ty 1 
formamide) pH3. 5/H 2 0£ 5 0 1 8& 
iDLfc. ^ixSr§^>IC3 7 ,, C. 1 0%CO 2 #T2l$l§j 

■attfiRfc-3V^5 70nin«)«3e«*Jl5eLfc. 
570nm<7)(R3£l£J;:oVvc, Triton X- 100 

•y^^^VHttT, x/Wcfclt 4 
3lvvfcflK>tt**H2 <BA) fc*U:. CUiWWR 

IIP P 2 1 «t OffiWSftS i fc *«Hfe*»K:*-jfc. 
[0048] 

[0049] 

ran] 



SEQUENCE LISTING 

<;110>; Mitsubishi Chemical Corporation 

<;120>; Agent having inhibitory action on nerve cell death and method for 
screening said agent 
<;130>: A01091M 
<;160>: 2 

<;170>; Patentln Ver. 2.0 

<;210>: 1 

<;211>; 40 

<;212>: PRT 

<;213>: Human 

<;400>; 1 

Asp Ala Glu Phe Arg His Asp Ser Gly Tyr Glu Val His His Gin Lys 

5 10 15 

Leu Val Phe Phe Ala Glu Asp Val Gly Ser Asn Lys Gly Ala He He 

20 25 30 

Gly Leu Met Val Gly Gly Val Val 
35 40 

<;210>: 2 
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<;211>: 42 
<;212>: PRT 
<;213>; Human 
<;400>; 2 

Asp Ala Glu Phe Arg His Asp Ser Gly 
5 

Leu Val Phe Phe Ala Glu Asp Val Gly 
20 25 
Gly Leu Met Val Gly Gly Val Val lie 
35 40 

mi j y--ymtfflv^ie^ 

o4 K/3SS«^*S:*L, HEfflttrSo-f H/3« 



Tyr Glu Val His His Gin Lys 
10 15 
Ser Asn Lys Gly Ala He He 
30 

Ala 

mmm\zm,iut-f\zwskLtzT^u^ k/jss 

[H2] «tt£#tl>ie££S7$u4K/9g6« 

zm&itLwmmzpp2*mmhzt\zi<o, m 



[HI] 



102] 
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AfJ concentration (|iM) 
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A(3 concentration (jiM) 



(51) Int. CI.' 
C 0 7 D 487/04 
C12Q 1/02 
GO IN 33/50 



143 



F I 

C 0 7 D 487/04 
C12Q 1/02 
GO IN 33/50 



T-73-K (##) 



14 3 
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F?-A(##) 2G045 AA40 BB20 CB01 CB26 

4B063 QA01 QA07 QA18 QQ61 QR41 
QR48 QR66 QR77 QS07 QS36 
QXOl 

4C050 AAOl BB05 CC08 EE04 FF02 
FF05 GG04 HHOl 

4C084 AA17 MAGI NA14 ZA162 
ZB222 

4C086 AAOl AA02 CB06 MAOl MA04 
NA14 ZA16 ZB22 



